. However, investigation of the interactions of anti-androgens with the androgen receptor has not made progress, mainly due to the lack of a compound with a high specific activity of the isotope-label and a high specificity in biological action as well as a high affinity for the androgen receptor. Such researh would provide important information on receptor regulation.
TSAA-291 has been developed in our laboratory as a steroidal anti-androgen with little other hor¬ monal activity ). The present study was undertaken to examine the specific binding of [3H] TSAA-291 to the androgen receptor in rat ventral prostates and its binding to nuclei. We also examined the possi¬ bility that some conformational or functional difference might exist between the anti-androgen TSAA-291 and 5a-DHT in the complex-formation with the androgen receptor. [l,2,4,5,6,7-3H(N) (Yoshioka etal. 1975 (Sudo et al. 1979a ) except for the homogenization buffer which was replaced by the buffer reported by Ichii et al. (1977) . A 0.4 ml aliquot of the supernatant after DCC separa¬ tion was incubated with 0.6 ml of nuclear suspension corresponding to 0.9 g wet weight of the prostatic tissue (about 3.7 mg of DNA) at 0 or 25°C for 30 min. The nuclei were washed three times by repeated centrifuga¬ tion and suspension in 5 ml of the homogenization buffer. Parallel incubations of a reaction mixture con¬ taining 50 ng/tube of unlabelled TSAA-291 or 5a-DHT were carried out to determine the non-specific binding.
Materials and Methods

Chemicals
Glycerol density-gradient centrifugation
A linear 10-30% gradient of glycerol in 4. (Fig. 3b) . Fig. 3d , despite the increase in protein concentration (6.7 and 13.3 mg) during the incubation and the centri¬ fugation, a single 4.5 S peak was observed in the pattern of the cytosol incubated with [3H]TSAA-291. On the other hand, in the case of [3H]5ct-DHT-labelled cytosol incubated at 6.7 mg protein concentration, the 8.5-9.5 S peak alone was ob¬ served and the 4.5 S peak was not detected. (Sudo et al. 1979b ). In addition, the maximally displaced level of the binding caused by unlabelled TSAA-291 was equal to that caused by unlabelled 5a-DHT (Fig. 2) . Moreover, centrifuga¬ tion analysis using post-labelling method revealed that [3H]TSAA-291 bound to the component with the identical sedimentation coefficient to that for 5a-DHT (Figs. 3b and 3c ). All these results led to the conclusion that the specific binding of the anti-androgen TSAA-291 in rat prostatic cytosol was exclusively due to the androgen receptor.
With regard to steroid hormone antagonists such as anti-glucocorticoid and anti-mineralocorticoid, these anti-hormones bound to receptors and mi¬ grated as complexes at 3-5S, whereas genuine hormone-receptor complexes migrated at 7-8.5 S and 3-5 S (Feldman et 
